In developing thymocytes, RAG1 and RAG2 are expressed first in the CD4 Ϫ CD8 Ϫ double-negative (DN) compartment, which can be further subdivided based on the differential expression of CD44 and CD25 (Rodewald and Fehling, 1998 and IgM levels, and continued expression of the pB130-
Construction of the RAG2:GFP Fusion Gene
PCR products were resolved on 2% agarose gels, transferred to and Targeting Vector Zeta-Probe GT membranes (BioRad), and probed with 32 P-labeled A genomic clone containing the murine RAG2 coding exon and cDNA for 5 or with cloned PCR fragments for RAG1, RAG2, and several kilobases of 5Ј and 3Ј sequences was obtained. The ␤-actin. Membranes were analyzed using a Storm 860 PhosphorIm-RAG2:GFP fusion gene was generated by inserting a 2.2 kb SalI-AseI ager and ImageQuant software (Molecular Dynamics). fragment containing the RAG2 coding exon into the SacI site of the Clontech pEGFP-N1 vector (pRAG2:GFP #1). The junction was Immunizations sequenced to confirm that the RAG2:GFP fusion was in-frame. RAG2 ϩ/ϩ and RAG2 G/G mice (10-12 weeks old) were immunized intrapRAG2:GFP #1 was used in V(D)J recombination assays (data not peritoneally with 100 g of NP-CGG precipitated in alum as deshown) as described (Frank et al., 1998) . A 750 bp AseI-KpnI fragscribed (Han et al., 1997a) . Spleens were taken at times indicated ment containing the ‫033ف‬ bp 3Ј UTR of RAG2 was cloned into the after immunization and dissociated into single-cell suspensions for NotI site of pRAG2:GFP #1 located just 3Ј of the RAG2:GFP fusion FACS analysis. gene to generate pRAG2:GFP #2. A 3.0 kb ClaI-SalI fragment containing the genomic region 5Ј of the RAG2 coding exon was cloned BM Cultures into the BglII site of pRAG2:GFP #2 to generate pRAG2:GFP #3.
BM was plated on T220 stromal cells, an IL-7-secreting cell line, The RAG2:GFP knockin construct was generated by cloning a 5.8
and cultured for a period of 1-2 weeks. For cross-linking experikb XbaI fragment (containing the RAG2:GFP fusion gene and 2.2 ments, cells were harvested and plated at ‫1ف‬ ϫ 10 6 cells/ml in kb of 5Ј sequences) from pRAG2:GFP #3 and a 2.4 kb KpnI-NotI medium Ϯ 2 g/ml F(abЈ) 2 anti-mouse IgM (Rockland) for 48 hr. fragment (containing sequences 3Ј of RAG2) into unique cloning sites in the pLNTK vector .
